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This International Search Report consists of a total of _ 



A6_ 



.sheets. 



[~x] It is also accompanied by a copy of each prior art document cited in this report. 



1 . Basis of the report 

a. With regard to the language, the international search was carried out on the basis of the international application in the 
language in which it was filed, unless otherwise indicated under this item. 

| | The international search was carried out on the basis of a translation of the international application furnished to 
this Authority (Rule 23.1 (b)). 

b. [x] With regard to any nucleotide and/or amino acid sequence disclosed in the international application, see Box No. I. 

2. Certain claims were found unsearchable (See Box II). 

3. [x] Unity of invention is lacking (see Box III). 

4. With regard to the title, 

[xT| the text is approved as submitted by the applicant. 

| j the text has been established by this Authority to read as follows: 



With regard to the abstract, 

|~X~| the text is approved as submitted by the applicant. 

| | the text has been established, according to Rule 38.2(b), by this Authority as it appears in Box No. IV. The applicant 
may, within one month from the date of mailing of this international search report, submit comments to this Authority. 

With regard to the drawings, 

a. the figure of the drawings to be published with the abstract is Figure No. 8 

| ] as suggested by the applicant. 

| | as selected by this Authority, because the applicant failed to suggest a figure. 
[x] as selected by this Authority, because this figure better characterizes the invention. 

b. Q none of the figures is to be published with the abstract. 
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Box No. i Nucleotide and/or amino acid sequence(s) (Continuation of item 1 .b of the first sheet) 



With regard to any nucleotide and/or amino acid sequence disclosed in the international application and necessary to the claimed 
invention, the international search was carried out on the basis of: 

a. type of material 

| X | a sequence listing 

[ _ j table(s) related to the sequence listing 

b. format of material 

| X | in written format 

| x | in computer readable form 

c. time of filing/furnishing 

j X | contained in the international application as filed 

| X | filed together with the international application in computer readable form 
[ J furnished subsequently to this Authority for the purpose of search 

| t ' n addition, in the case that more than one version or copy of a sequence listing and/or table relating thereto has been filed 
or furnished, the required statements that the information in the subsequent or additional copies is identical to that in the 
application as filed or does not go beyond the application as filed, as appropriate, were furnished. 



3. Additional comments: 
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Box II Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet) 

This International Search Report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons: 
1 . [ ] Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority, namely: 



Claims Nos.: 

because they relate to parts of the International Application that do not comply with the prescribed requirements to such 
an extent that no meaningful International Search can be carried out, specifically: 



3. ["[ Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 

Box III Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 

This International Searching Authority found multiple inventions in this international application, as follows: 

see additional sheet 



1 . I Y I As ail required additional search fees were timely paid by the applicant, this International Search Report covers all 
LA- 1 searchable claims. 



2. | | As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment 
of any additional fee. 



3. 1 I As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
1 1 covers only those claims for which fees were paid, specifically claims Nos.: 



4. [ | No required additional search fees were timely paid by the applicant. Consequently, this International Search Report is 

restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | | The additional search fees were accompanied by the applicant's protest. 

| X | N° protest accompanied the payment of additional search fees. 
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



This International Searching Authority found multiple (groups of) 
inventions in this international application, as follows: 

1. claims: 1-26, 28-35, 36 partially, 40 

A method for the directional subcloning of DNA fragments 
comprising: a) providing a first vector comprising a first 
selectable marker gene and a DNA sequence of interest, which 
DNA sequence of interest is flanked by at least two 
restriction enzyme sites (REs), wherein at least one of the 
flanking RE sites is a site for a first RE which has 
infrequent restriction sites in cDNAs or open reading frames 
from at least one species and generates complementary 
single-strand DNA overhangs, wherein at least one of the 
flanking RE sites is for a second RE which has infrequent 
restriction sites in cDNAs or ORFs from at least one species 
and generates ends that are not complementary to the 
overhangs generated by the first RE, wherein digestion of 
the first vector with the first RE and the second RE site 
generates a first linear DNA fragment which lacks the first 
selectable marker gene but comprises the DNA sequence of 
interest; b) providing a second vector comprising a second 
selectable marker gene which is distinguishable from the 
first selectable marker gene and non-essential DNA 
sequences, which non-essential sequences are flanked by at 
least two restriction enzymes sites, wherein at least one of 
the flanking RE sites in the second vector is for a third RE 
which generates complementary single-strand DNA overhangs 
that are complementary to the single-strand DNA overhang 
generated by the first restriction enzyme in the first 
linear DNA fragment, wherein at least one of the flanking RE 
sites in the second vector is for a fourth RE which 
generates ends that are not complementary to the ends 
generated by the first or third RE but can be li gated to the 
ends generated by the second RE, and wherein digestion of 
the second vector with the third RE and the fourth RE 
generates a second linear DNA fragment which lacks 
non-essential DNA sequences but comprises the second 
selectable marker, which second linear DNA fragment is 
flanked by ends which permit the oriented joining of the 
first linear DNA fragment to the second linear DNA fragment; 
and c) combining the first and second vectors, the first 
vector and the second linear DNA fragment, or the second 
vector and the first linear DNA fragment in a suitable 
buffer with one or more REs under conditions effective to 
result in digestion to yield a mixture comprising the first 
and second linear DNA molecules which are joined in an 
oriented manner, said method wherein at least one 
hapaxoterministic RE is used; 



2. claim: 27 



International Application No. PCT/US2004 /031912 



FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



A method for producing a vector suitable for expression of 
an amino acid sequence of interest, comprising: combining at 
least two vectors in a suitable buffer with one or more 
restriction enzymes and optionally DNA ligase under 
conditions effective to result in digestion and optionally 
ligation to yield a mixture optionally comprising a third 
vector, wherein a first vector comprises a first selectable 
marker gene and a DNA sequence of interest, which DNA 
sequence of interest is flanked by at least two restriction 
enzyme sites, wherein two or more of the flanking 
restriction enzyme sites are sites for a first restriction 
enzyme which is a hapaxotermini stic restriction enzyme, 
wherein digestion of the first vector with the first 
restriction enzyme generates a first linear DNA fragment 
which lacks the first selectable marker gene but comprises 
the DNA sequence of interest and a first pair non-self 
complementary single-strand DNA overhangs, wherein a second 
vector comprises a second selectable marker gene which is 
distinguishable from the first selectable marker gene and 
non-essential DNA sequences that optionally include a 
counterselectable gene, which non-essential DNA sequences 
are flanked by two or more restriction enzyme sites, wherein 
two or more of the flanking sites in the second vector are 
for a second restriction enzyme which is a hapaxotermini stic 
restriction enzyme, wherein digestion of the second vector 
with the second restriction enzyme generates a second linear 
DNA fragment which lacks non-essential DNA sequences but 
comprises the second selectable marker gene and a second 
pair of non-self complementary single-strand DNA overhangs, 
wherein each of the second pair of the 
non-self-complementary DNA overhangs is complementary to 
only one of the single-strand DNA overhangs of the first 
pair of non-self complementary single-strand DNA overhangs 
and permits the oriented joining of the first linear DNA 
fragment to the second linear DNA fragment. 



3. claims: 37-38 

A method of inducing expression of a DNA sequence of 
interest in a host cell, comprising contacting a recombinant 
host cell which is deficient in rhamnose catabolism, and has 
a recombinant DNA molecule comprising a rhamnose-inducible 
promoter operably linked to an open reading frame for a 
heterologous RNA polymerase, with rhamnose and an expression 
vector comprising a promoter for the heterologous RNA 
polymerase operably linked to a DNA sequence of interest. 



4. claim: 39 
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



A method comprising introducing a vector comprising a 
nucleic acid fragment encoding a barnase which lacks a 
secretory domain into a recombinant host cell which 
expresses barstar from a promoter which is consti tuti vely 
expressed in procaryotic cells. 



5. claims: 41-43 

A vector comprising an open reading frame 3' to a DNA 
fragment of no more than 30 base pairs, which DNA fragment 
comprise a ribosome binding site, a Sgfl recognition site, 
and a sequence which, when present in mRNA enhances the 
binding of the mRNA to the small subunit of a eucaryotic 
ribosome; a vector comprising a Sgfl recognition site, a 
sequence which comprises ATG and which sequence when present 
in mRNA, enhances the binding of the mRNA to the small 
subunit of a eucaryotic ribosome, and an open reading frame 
which begins at the ATG in the sequence; 



6. claims: 44-102, (116-119,121-126,128) partially 

A vector comprising a Sgfl recognition site 5' to a 
recognition site for a first restriction enzyme which 
generates blunt ends; a vector comprising a first open 
reading frame which includes a Sgfl recognition site and a 
recognition site which is not in the open reading frame for 
a restriction enzyme that has infrequent restriction sites 
in cDNAs or open reading frames from at least one species 
and generates blunt ends; a vector comprising a ribosome 
binding site which optionally overlaps by one nucleotide 
with a Sgfl recognition site and a recognition site which is 
not in the open reading frame for a restriction enzyme that 
has infrequent restriction sites in cDNAs or open reading 
frames from at least one species and generates blunt ends; a 
vector comprising a first open reading frame which includes 
a recognition site for a first restriction enzyme that 
generates a 3' TA overhang and a recognition site for a 
second restriction enzyme that is not in the open reading 
frame generates blunt ends; a support comprising a plurality 
of recombinant vectors; a process to prepare said support; a 
library of recombinant cells comprising said recombinant 
vectors ; 



7. claims: 103-114, (116-119,121-126) partially 
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



A vector comprising a first open frame which includes a Pmel 
recognition site and is linked at the 5' end by a 
recognition site for a first restriction enzyme that 
generates complementary single-strand DNA overhangs; a 
support comprising a plurality of recombinant vectors, 
wherein at least one recombinant vector was prepared by 
using said vector including said Pmel site; a method to 
prepare said support; a library of recombinant cells 
comprising said recombinant vectors; 



8. claims: 115,120,127 (121-126,128) parti al ly, 129, 130 

A support comprising a plurality of recombinant vectors, two 
or more of which comprise an open reading frame for a 
different polypeptide, wherein at least one recombinant 
vector comprises a promoter and an open reading frame which 
is flanked by two exchange site; a method to prepare said 
support; a library of recombinant cells comprising 
recombinant vectors or a library of recombinant vectors 
comprise an open reading frame for a different polypeptide; 
a method to prepare a plurality of mutagenized recombinant 
vectors: comprising providing DNAs comprising a plurality of 
mutagenized open reading frames flanked by two restriction 
enzyme sites for a first restriction enzyme which is a 
hapaxotermini stic restriction enzyme and generates a first 
pair of non-self complementary single-stranded DNA 
overhangs; a library of recombinant cells or a library of 
recombinant vectors, a plurality of which recombinant 
vectors comprise said mutagenized recombinant vectors; 



9. claims: 131-141 

A method for performing genetic analysis, cdmprising a) 
populating a database of genetic data with a plurality of 
genetic records; b) querying the database of genetic data to 
identify a first subset of genetic records; wherein each 
record has at least one recognition site for one 
predetermined restriction enzyme or for a restriction 
enzymes included in a set of predetermined restriction 
enzymes; and c) determining a set of statistics associated 
with the restriction enzyme recognition sites for at least a 
second subset of genetic records in the first subset; A 
computerized system for genetic analysis, comprising a 
database of genetic data; a processor; a set of one or more 
programs executed by the processor causing the processor to: 
query the database of genetic data to identify a first 
subset of genetic records; wherein each record has at least 
one recognition site for one predetermined restriction 
enzyme or for restriction enzymes included in a set of 
predetermined restriction enzymes, and; determine a set of 
statistics associated with the restriction enzyme 
recognition sites for at least a second subset of genetic 
records in the first subset; 
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